[Abstract] Extraction with hot water is the oldest and simplest method used to recover pectin from an alcohol insoluble residue extract, although this method has not been widely used for the cell wall analysis of pollen tube, a model used to study cell wall. This protocol described this method applied for pectin extraction from 6 h-old Arabidopsis pollen tubes followed by a sugar composition analysis by gas chromatography mass spectrometry.
The protocol described below is similar to the one available at Wang and Jiang (2014) with several differences. e. Centrifuge at 4,700 x g for 5 min and discard the supernatant.
Grow in vitro Arabidopsis
f. Allow the pellet to dry until no supernatant is visible (it might take no more than 2 h using a stream of dry air).
g. Resuspend the pellet in 5 ml distilled water.
h. Incubate in a hot-water bath at 90 °C for 1 h.
i. Centrifuge at 4,700 x g for 5 min.
j. Freeze-dry the supernatant. No liquid must be visible (it might take one day). f. Wash twice the sample using 500 µl cyclohexane.
Note: Air dry the sample using a stream of dry air with a sample concentrator between each step (a nitrogen flow can be used as well). Add 1 ml cyclohexane and vortex the tube.
Monosaccharides analysis:
a. Inject 0.5 µl of the sample in the GC-EI-MS instrument, using a 10 µl syringe, in splitless mode. Helium is the carrier gas and the flow-rate is 0.8 ml/min. 
